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Please replace the paragraph at pag^^ine 31 to page 10 line 5 w ith 

-Jfo the disclosed embodiment, lag DNA polymerase is preferred although this is not an 
essentia] aspect of the invention. Tag polymerase, a thermostable polymerase, is active at 
high temperatures. Methods for the preparation of Tbq are disclosed in U,S. Patent No. 
4,889,818 and incorporated herein by reference. Tag polymerase is available from Perkin 
Elmer Cetus Instmments (FECI). However, other thermostable DNA polymerases 
isolated from other Thermus species or non Thermos species(e.g., Thermus thermophilu^ 
or Thermoto^a fflaritima^ as well as non-thermostable DNA polymerases such as T4 
i7 DNA polymerase, T7 DNA polymerase, E. coli DNA polymerase I, or the Klenow 
fragment of g. £Qli, can also be used in PCR, Methods for providing thermostable DNA 
polymerases are provided in copending Serial Nos. 455,967, filed December 22, 1989 
(now U.S. Patent No. 5,618,711); 567,244, filed August 13, 1990 (now U.S. Patent No. 
5,374,553); and 590,213, 590,466 (now US. Patent No. ^ ^S^ ivnv and 590.490, filcd^ 
September 28, 1990, which a re all incorporated herein by rcfcrcncej - 

Please replace the paragraph at page Urines S-l^wii 




:.sjMeihods for reverse transcribing RNA into cDNA are well known and described in 
Maniatis et gl., supra , Aheratively, preferred methods for reverse transcription utilize 
thermoactive DNA polymerases. These methods are described in commonly assigned, 
copending, U.S. Serial No- 455,611, filed December 22, 1989 (now U.S. Patent No. 
5322,770), and incorporated herein by reference. U.S. Serial No. 455,611 describes a 
procedure for coupled reverse transcription/amplification of an RNA template using a 
thermostable DNA polymerase. The present specification teaches that intercalating agents 
do not prevent DNA polymerase activity. Consequently, the pr^opnt Tn.^frh<iH pmvideg a 
homogeneous detection assay for RNA targets as well as DNA targetsj-- 



Please replace the paragraph at page If 



with: 




-s/CTanother embodiment of the invention, following amplification, the size of the 
amplified product is determined without the use of a probe or size fractionation methods 
such as HPLC or gel electrophoresis. Copending U.S. Serial No. 601,840, filed October 
23, 1990 (now U.S. Patent No. 5^269.937), which is incorporated herein by reference, 
describes a method for determining the average molecular weight of a PGR product using 
light scattering. The method is suitable for use in conjunction with the present invention 
especially when the homogeneous assay result is detected using a spectra fluorometer. A 
fluorometer reads emissions at the fluorescence wavelength, according to the present 
invention, and measures light scattering, for example, at a 180° angle. This aspect of the 
invention is particularly useful for determining if amplification has occurred and 
simultaneously distinguishing the ampl ified target prod uct from, for example, primer- 
dimer and high molecular weight DNAj== " 



271U 1 



¥3 



Jun-Z7-2001 11:57 From-APPL lEO BIOSYSTEMS LEGAL 2 



6506366677 



T-065 P. 006/016 F-114 
08/968,208 



Please replace the paragraph at page 17 lines 7-14 AVith: 




.Vi general, it is preferred but not essential that the DNA polymerase is added to the 
x»CR reaction mixturt after both the primer and template are added. Alteratively, for 
example, the enzyme and primer are added last or the PGR buffer or template plus buffer 
are added last. It is generally desirable that at least one component that is essential for 
polymerization not be present until such time as the primer and template are both present, 
and the enzyme can bind to and extend the desired primer/template substrate (see U.S. 
patent appUcation Serial No. 481.501, filed Februa ry 16, 1990, now U.S. PatentJ>fo ^ 
5,411.876, which is incorporated herein by reference)!"^^^" " 



I Please replace the paragraphat paggTS line^ 1-37 with 
U.S. 




xJethods for quantitating nucleic acids are described in commonly assigned, copending 
U.S. Serial Nos. 254.889, filed October 7, 1988 (now U.S. Patent No. 5,389,512), and 
413,623, filed September 28, 1989 (now U.S. Patent No. 5,219>727). These applications 
are incorporated herein by inference. These applications describe PCR-based methods 
using an internal standard to determine either the relative amount of a target or accurately 
qaantitate the amount of target present prior to amplification, respectively. The present 
invention is suitable in coniunction with thc^Jiieih nfls dr^rrihed in the '8 8 9 and ^23 
applications.^^ 



Ta the Ciadms 

Please cancel claim'^ 



without prejudice. 



REMARKS 

Reconsideration of the application is respectfully requested. This Amendment is being 
submitted following an interview with the Examiner on January 5, 200L The undersigned would 
like to thank the Examiner for his time and consideration in meeting with the undersigned and 
Timothy M. Woudenberg, Claim 48 has been canceled. Claims 30-47 are pending. 

L Amendments 

The specification has been amended to identify U.S. patents that have issued from several 
applications cited in the present application. No new matter is added by any of the amendments. 

n. Restriction Requirement 

In part 3 of the Office action mailed Febmary 27, 2001, claim 48 was withdrawn from 
consideration as being dii^cted to a non-elected invention, which the Applicant understands to mean 
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